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of Dose-response capability of the system
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Percellome Q(RT)-PCR protocol

DNase treatment
- Enzyme-
- Peaction,

RT

- Enzyme SuperSenpt I {invitragen;
- Peactron. S0min (42

real time PCR

- Apparatus’ TOOOHT (ABY;

- Chemistry SYBR Green

- Enzyme
- Reaction

DHaset tamplfication grads, inyitr
1Smin room temperaturs:

SYBR Premix Ex Taq (RTX Takara,
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S5sec 60 C}
20 sec (85 C,
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1. Differentiation analysis
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CEx vivo NS versus i vivo Brain

—191—



HRRMERREDORE . v —h—4 /0 E

Inmatsre neural

Pveural stem eelh Neuron

Lxpression of nestin & MAP2
in embryvonic¢ bran

E14.5 mouse brain

—192 —



Procedure for embryvonic neurosphere culture

14,5 embrvoe

L . ":ﬁ
1 =

/
.~ Telencephalone

Non-adherent Culture with
BEGE aixl EGEF

Cells in NS can difterentiate to
neuron. astrocyvte & oligodendrocyte

K "_'- ! o 1 ‘
Green: MAP2 Red: GFAP Light blue: 04
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Expression of ERa, f3
MRNA in neurosphere cells

Primer ERa ERB

RT : . +

In utero exposure Experiment

Model compound/ dose/ route
DLS (Diethylstilbestrol)
0.02, 0.2, 2ng/kg, sc/dam body weight

Exposure period
E11.5-14.5

Culture (sampled at E14.3)
Embryonic telencephalon Neurosphere
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LiTect of DES
to the size distribution of Neurosphere

Dumeter of
neurespheres
()

I'xp. 1 Exp. 2

Vehicle

Erolocuiy e
LFnfeEnEUtiIDhe et NS I
I G Edishin =201

.

Component 5% (MAPZY, GFAPY, 041
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I utero DES exposure affects
neural stem cell multi-potency

Component analysis
arker IETT &4
MAP2 + -
GFAP ¢ -
04 + 3

L T T 111

T .11

D0.02 D02
DES (ug/kg)

« Neuron ~ND LD HIH|
« Glia fiRBRA~ADMMEDFEE
« NestinfgiEfila B CERDOIET
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